EX -His were added with increasing concentrations of TMR*PD-1 EX -His (Left) or equivalent concentrations of TMR*B7.2 EX -His (Right). Because B7.2 does not interact with PD-L1 in cis (Figure 2A and Figure  3B ), TMR*B7.2 EX -His mediated quenching of SC505*PD-L1 EX -His reflects a molecular crowding effect, and was subtracted from the TMR*PD-1 EX -His signal to calculate the % quenching due to PD-1/PD-L1 cis-interaction. Shown is one representative result from three independent replicates. (B) % quenching due to PD-1/PD-L1 cis-interaction, calculated from raw traces in A, was plotted as a function of TMR*PD-1 EXHis concentration. The data were fit with GraphPad Prism 5.0 using the "Specific binding with Hill Slope" model, yielding the dissociation constant (Kd) and Hill coefficient (nH) of the PD-1/PD-L1 cis-interaction. Data are presented as mean ± SEM from three independent measurements. , 36, 73, 145, 290, 435, 580, 725 , and 1450 per µm 2 . (C) The fluorescence intensity (F. I.) of Bodipy was normalized to the zero cis-PD-1 condition, and plotted as a function of cis-PD-1 to PD-L1 ratio, with the zero cis-PD-1 data plotted at ratio 0.01. The data were fit with GraphPad Prism 5.0 using the "Dose response -inhibition" model, yielding the 50% inhibition concentration (IC50). Data are presented as mean ± SEM from at least ten independent TIRF fields. 
